. The cytoplasmic yeast Hsp70s/Hsp110s. (A) Domain arrangement of the nine Hsp70/Hsp110 chaperones. (B) Pairwise sequence similarity between the chaperones. Protein sequences were compared using ClustalW (default settings). The percentage of identities are shown, computed by taking the number of identical residues between each of the two sequences after alignment and dividing by the length of the larger protein. (C) Log-phase cells grown at 30°C in YPD media expressing endogenously C-terminally TAP-tagged Hsp70s/Hsp110s were analyzed by Western blot using antibodies directed against the TAP tag and carboxypeptidase Y (CPY). Molecular mass markers are shown on the left of the gels. WT and sse1 cells also expressing RFP-Tub1 were synchronized in S phase with HU for 2.5 h at 26°C and then imaged using fluorescence confocal microscopy. DIC, differential interference contrast. Bars, 5 µm. Figure S5 . The effect of heat shock on spindle length. (A) Logarithmically growing WT cells expressing endogenously Spc42-RFP were synchronized in S phase using 100 mM HU for 1.5 h at 30°C. Half of the culture was then transferred to a new flask, and the temperature was shifted to 30°C (control) or 37°C for 2 h. Spindle length was measured using Spc42-RFP fluorescence. The data shown are from a single representative experiment out of three repeats. (B) Spindle length measurement in HU-arrested WT and sse1 cells at 37°C was performed as described in A. The data shown are from a single representative experiment out of three repeats. Video 1. Time-lapse microscopy of the spindle. Spindles were visualized in sse1 cells using plasmid-borne GFP-Tub1 and examined by time-lapse spinning-disk confocal microscopy. Images were captured using a spinning-disk confocal system (WaveFX) with an ultra-cooled 512 back-tinned EM charge-coupled device camera. Images were captured at room temperature after loading the cells on gelatin pads. Stacks of 11 optical sections spaced 0.3 µm apart or 5 optical planes spaced 0.2 µm apart were captured every 1 min for 40 min. GFP was excited using a 488-nm laser, and its emission was collected using a 505-nm long-pass filter. The magnification used was 63×. Table S2 is provided as an Excel file and shows interactions identified in this study. Table S4 is provided as an Excel file and shows hits obtained using both N-and C-TAPtagged chaperones.
